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RNA was isolated from the transfected cells as described in Section 1 and PCR 
was carried out to identify cellular CCR5 or CXCR4 mRNA using the above-described 
CCR5 or CXCR4 primer Also, as the cells naturally express actin, the amount of 
mRNA of actin provides a quantitative control. Such a control confirms that the 
5 inhibition of CCR5 and/or CXCR4 is not due to the general degradation of kNA; 
otherwise the actin RNA would have degraded too. It also confirms that the ribozyme 
action is specific, in that it does not cleave actin RNA, This control, using actin, is 
widely applied in molecular biology. 

The results are shown in Figures 13a, 13b and 14 which are stained agarose gel 
10 photographs of the relevant PCR products. Figs. 13a and 1 3b relate, respectively, to the 
first and second sets of experiments. Fig. 3 3a showing the action of the ribozyme 
against CCR5 RNA and 13b showing the action against CXCR4 RNA. The 
arrangement of Figures 1 3a and 13b is the same, and is as follows, numbering the lanes 
1-8 from left to right: 
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mRNA type 


Lane 
No. 


Polymerase 
vector present in 
vector system 


Autopolymerase 
vector present in 
vector system 


Riborvmal 
DNA vector 
present in 
vector system 


CCR5 or CXCR4 


1 


Yes 


Yes 


Yes 




2 


Yes 


No 


Yes 


;«> 


j 


Yes 


No 


No 


a 


4 


(Molecular weight markers] 


Actin 


5 


Yes 


Yes 


Yes 


tt 


6 


Yes 


No 


Yes 


•* 


7 


Yes 


No 


No 




8 


[Molecular weight markers] 



Lane 1 shows that CC R5 and mRNA was not ;tetefctbte from the PBMC 



transfected with all three vectors, i.e. the polymerase, the autopolymerase and the 
ribozymal DNA vectors, thus indicating complete inhibition of CCR5 mRNA. Lane 2 
20 contains a weak band of CCR5 mRNA, showing that without the autopolymerase 
vector, the inhibition of CCR5 and CXCR4 mRNA was incomplete. Lane 3 contains a 
bright band of the CCR5 or CXCR4 RNA f showing that without the ribozyme vector 



